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ABSTRACT : 

PROBLEM TO BE SOLVED: To obtain the subject inhibitor with plant extract (s) as 
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SOLUTION: This inhibitor contains, as active ingredient, extract (s) from at least 
one kind of plant selected from the group consisting of Crataegus oxyacantha L., 
Sanguisorba officinalis L., Syzygium aromaticxim Merrill et Perry, Rosamultif lora 
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ABSTRACTED- PUB-NO: JP2000302633A 
BASIC-ABSTRACT: 

NOVELTY - Endothelin converting enzyme (ECE) inhibitor comprises specific plant 
extract as active ingredient. 

DETAILED DESCRIPTION - ECE inhibitor comprises plant extract of Crataegus 
oxyacantha, Sanguisorba officinalis, clove, Rosamultif lora fructus, garabir, linden, 
licorice, mulberry bark, rosemary, Assam tea, white birch, tormentilla, thyme, 
Gentiana, Geranium thumbergii, ginseng, cinchona succirubra, swertia, Centella 
asiatica, Artemisia capillaris, rehmannia root, Lonicera japonica and/or Mentha 
piperita, as active ingredient (s) . 



ACTIVITY - Antiallergic, antiinflammatory. 
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MECHANISM OF ACTION - ECE inhibition; testosterone 5 alpha -reductase inhibition; 
superoxide elimination; hyaluronidase deactivation; androgen receptor binding 
inhibition; interleukin-4 production inhibition. ECE extract prepared from human 
culture vascular endothelial cell was added to 0 . 1 M sodium phosphate buffer (pH' 
6.8). Initial concentration of extract was 2 mu g and final concentration was 1 v/v 
%. 0.1 mu M human serine was added. Assay of endothelin production was performed 
and result show a fixed quantity of endothelin production. Standard solution 
containing 100 mu L of reaction solution and the human endothelin was diluted. 0.3 
mu g of anti-endothelin 1 rabbit Fab' peroxidase label antibody was added to plate. 
100 mu 1 of IN sulfuric acid was added and the reaction was stopped. Subsequently 
ELISA plate was used and absorbance was measured at 490 nm. ECE inhibitory activity 
was evaluated. A control (without plant extract) was proceeded as above. The plant 
extract showed excellent ECE inhibitory activity of 96.5% or more of clove. 

USE - ECE is a vaso constrictor for treating pulmonary hypertension, or treats 
ischemic heart disease, or chronic renal insufficiency. 

ADVANTAGE - ECE inhibitor effectively inhibits the conversion of endothelin. 
CHOSEN-DRAWING: Dwg.0/0 

TITLE-TERMS: CONVERT ENZYME INHIBIT TREAT PULMONARY HYPERTENSIVE ISCHAEMIC HEART 
DISEASE CHRONIC RENAL INSUFFICIENCY COMPRISE SPECIFIC PLANT EXTRACT ACTIVE 
INGREDIENT 

DERWENT-CLT^S : B04 D21 

CPI-CODES: B04-A08; B04-A08C2; B04-A09; B04-A09A; B04-A09D; B04-A09G; B04-A10; B04- 

AlOB; B04-A10F; B04-A10H; B11-C07A4; B11-C08E1; B12-K04A; B14-C03; B14-D02; B14- 
D03; B14-D05D; B14-F02A; B14-F02C; B14-F02D; B14-G02A; B14-L07; B14-N10; D08-B09; 

CHEMICAL-CODES: 



Chemical Indexing Ml *01* 

Fragmentation Code 

M423 M431 M782 M905 N103 N104 N161 P420 P431 P520 
P523 P525 P528 P611 P612 P613 P614 P616 P617 P723 
Q262 

Specfic Compounds 
AOOGTK AOOGTT AOOGTM 



Chemical Indexing Ml *02* 

Fragmentation Code 

M423 M431 M782 M905 N103 N104 N161 P420 P431 P520 
P523 P525 P528 P611 P612 P613 P614 P616 P617 P723 
Q262 

Specfic Compounds 
A04BPK A04BPT A04BPM 



Chemical Indexing Ml *03* 

Fragmentation Code 

M423 M431 M782 M905 N103 N104 N161 P420 P431 P520 
P523 P525 P528 P611 P612 P613 P614 P616 P617 P723 
Q262 

Specfic Compounds 
A1RH4K A1RH4T A1RH4M 

Chemical Indexing Ml *04* 
Fragmentation Code 
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M423 M431 M782 M905 N103 N104 N161 P420 P431 P520 
P523 P525 P528 P611 P612 P613 P614 P616 P617 P723 
Q262 

Specfic Compounds 
A04BMK A04BMT A04BMM 

Chemical Indexing Ml *05* 
Fragmentation Code 

M423 M431 M782 M905 N103 N104 N161 P420 P431 P520 
P523 P525 P528 P611 P612 P613 P614 P616 P617 P723 
Q262 

Specfic Compounds 
A2N34K A2N34T A2N34M 

Chemical Indexing Ml *06* 
Fragmentation Code 

M423 M431 M782 M905 N103 N104 N161 P420 P431 P520 
P523 P525 P528 P611 P612 P613 P614 P616 P617 P723 
Q262 

.Specfic Compounds 
A0879K A0879T A0879M 



Chemical Indexing Ml *07* 
Fragmentation Code 

M423 M431 M782 M905 N103 N104 N161 P420 P431 P520 
P523 P525 P528 P611 P612 P613 P614 P616 P617 P723 

Q262 

Specfic Compounds 
AOFEQK AOFEQT AOFEQM 

SECONDARY -ACC-NO : 

CPI Secondary Accession Numbers: C2001-037602 
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y. ^-f/^. -tyyij. •y^^'-t, AvyB^^. 'J 

{fits 1 aJa±«Olfifi!i«Otta5«jS:^fi!4^i-i:-f SX^H 
C^B^^oi«ffl=5rSiBB] 10 

[0001] 

(«T TECEj k.\^o)mmi,zmh, 

[0002] 

Hff3^&^h*»'^i«Satl''>l) (Jpn. Pharmacol. 19 
92:58;279p^) . *^*-|.xy H-fe'jy(±, ECEfci-? 

L;t*>'-5TECE^ffl§■r^^^^. ±IS 20 

V ymmi>\^ ( 10-510834 ^m) 

[0003] 

T-JCfflKiiiO/£V^ECEaWSlJ***tf)^>tL-CV^3t. 
[0004] 

[iiis^)s^-ri»/^«^£o#gi ^mm\i. ammm 

[00051 f =3rb-fe*^B|{i^ H'^-^yifv', "7 

u=f:^>y^ f-a'^i^. x-^i/'>y, T-fey-^'i?, ;j<r-fi/ 

a, -tfm. V'^A^'b, T'/-<fA^+, 

i^3'>3, r:y>fy. ^-^y=^r. -feyyy. >y^^1^. • 
fig^)>fc t s E c Efsmm^mm^ t . 

[0006] 40 

H'^-y-y-t'i/' (Crataegus oxyacantha L. ) , 71^*3 
^ (Sanguisorba officinalis L. ) , ^a^i^ (Syzygi 
um aromaticum Merrill, et Perry ) , X-< v'y (Rosa 
multiflora Thunberg) , T-fey-^:?' (Uncaria ganbir 
Roxburch ) , ^K^-^ va (Tilia platyphyllos See 
p.) , (Glycyrrhiza uralensis Fisher) ^ "/"^Vn 
^'t (Moms alba Linne) , D— X"7'J— (Rosmarinus 
officinalis L. ) , Tv^J^i-Y (Thea sinensis Li 
nne var. ) ^ i^^i/f's (Betula platyphylla Sukatsche 50 
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V var.) , h/|/><y-f-^ (Potentilla torinentilla Vul 
garis L. ) . 9^J^ (Thymus vulgaris L.) . yyi-T 
•f (Gentiana lutea L. ) , ^yyi^g'^p (Geranium 
thunbergii ) , ~yi/y (Panax ginseng C. A. Maye 
r ) , ^i^J^ (Cinchona succirubra Pavon ) , -by 
7"'J (Swertia japonica (Schult.) Makino ) . "y^^ 
"9" (Centellaasiatica L. ) , ijVvS^^ (Artemisia 
capillaris Thunb. ) ^ i^^^ (Rehmannia glutinosa 
Libosch. ) ^ X'f ;^X7 (Lonicera japonica Thun 
b. ) Mf-^^B'^^^'vt (Mentha piperita L. ) t^^^j: 

[0007] 'fe. '7^t3'?^±ifcJllSDfKll/J^«^il 

tmm-.^B'^'j. x>f j/'-y, T-fey-\'^', t^, 
'>ijtx h x-ray 5 a-^)y^ if^y 

>fi^'A{±*t7WPdf-^ffl; D-XviJ-. ^^y/v3 

T'f\tmm-Wi ; ^'-f A. i]VvB^^\tm, ■ w€ 
f^ffl ; -yi^y. -tyrujiry Hoyyg§#3is-&lfi 

$f^ffl;7;K^f-. X-^;*X-7(i-Yy:?'-D-^^y4* 

[0008] :^m^zm\^hmmmmiiimizii. m 

[000 9] a;i}?§JifcLT{i, 7j<;^^y-;k x^ 
y-zP. rp/NV-;U. y^y-zP^tOT/Pr?-;!^; 
ToKP-y^Un-yi^, y^i^yy^Un-zi-^co^fir 
/i/^-;!/; 7-fehy. ;<^;^xf-;^^^y^<7)^^y 
a ; S^i!^ f-zP. »g!xf-;i^coxXr;MB ; r b 5 h 
Kn^^y. i^'xf-yl.x-x;l/^c7)i8*tat/'il«x-T 

; >'^?oo^:?y^c7)>^a>'y-^fcK•^bJ<^ ; 
iJ-y, J^i5'o'^^^^y. SJftx— rzl^ftflyH^ ; 
h;i.xy^c7)^#)!^-(l:;|<S« ; ^'jxf-kyi/'j 3- 
;i^^c7)^Ux-fzi^ : \f^)'>'ymmf}mf^ti. :iti 

[0010] mm. ^mmco^^mizmmtai. 
if^ L<{ii~i oo'c, mznti<ii3-70'c 

T.mKliO. 5~30B^. mzmLKlil- 

1 5B^^. ^t>tifztiimm'mm. mmtx 

-^mmcmiK^mimizx^. ^smmm^^T- 
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[0011] hmmmc^mtamit. -e^o^^-cEc epi 

ST'O. 0000 1-20*fi%, miCO. 000 1- 

1 om&xmt L\>\ 

?Lja«, o-xaytt. ^N--y^ 

[0013] ^wmEc E lawNis ^wmmm 
mmL wmm. ^imi m^m. mm 

[00 14 J ECEt(±, xyH-feUXl, xyh'-fe'J 
^2, xyK-fe'Jy3«*<«>l.*«, *l6BBOECE|5i* 

[0015] 

[Ill«0!l] S^0i|l -fe-fa-^-tv-fi/xde^coMii 

■fe'f 3 '^■•?">'if (Crataegus oxyacantha Linne) OH 
HI Og{c*i:X:J'y-;l^i:OigjR (5 0 : 50) 10 

ffltHL/S. i/lSrrjiL, *i:x^y-;Ui:Oiia (5 
0:50) imi. ■ki^^:10 0mnzmmLti. 

[00 16] ^^ei<J2 yV^ra'i/XdfX(7)PSg 

(Sanguisorba officinalis Lime) iOtSS 
l^a^^Sffl^UL, -?-c7)10gt7KtX:?y-;l't£O^?g 

(50:50) 10 0iiil^}!in;c. MST. tt^t'^J^f 

jiiL, 7Ki:X^y-;l.tcom« (50:50) iMx.. 
±m 1 0 OaUzmiUz, 
[0 017]i8JtW3 ^a^'JJ^^X(7)Wm 
■f"3'5'i^ (Syzygium aromaticuni Merrill et Perry) (7) 
o(j;2(il 0 glC^fcx^-y-yl^tco^Jg (50:50) 
10 0iiilS:»D;t, MiST. t^t'^mL^t/^i^. 24 
^MtH^. ra^Uc, c:ixtC7Ki 0 0mi2:JDt4 0 
'C. «ffT. *«;2 0iDlit1iliL^>:, iiO^#5:5I51ff 

5 0v/v%KU. :t#:S:l 0 0mU3pg!U^. 
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[0018] IS&0I14 X>f v'<yx=3f 

mmmilzi5\^X. ■t^B'y^y^iy<7)i^*)i>z}^^Ltc: 

J^)^v (Rosa multiflora Thunberg) SrfflV^itJjU'l- 
SjtMlt|B|«tcL-Cx^i;«yx^;^2ria^Uc. 

[ooi9]l!!Jieaj5 T^v^9y.^x<r>mi 

mm\^zii\^x. ■b^3^-ty-^i^(^^mcr>miz:^ 

yt'—JVy^ (Uncaria ganbir Roxburgh) <r>MRV^ 
10 Ltz, 

[0 020]S!JiM6 jK^J^-fvaXdfXcoifflSS 
7i;lf^^ j;* (Tilia cordata Miller) cO?ESriffl<?] 
L. -?-c7)l 0g{l7ktrDh'V>';/>j3-;kJ:cDli?g 
( 5 8 : 4 2 ) 1 0 Oml 5r JP;t. SiaT. t S t*§MJf 

tl/y^U a-/Pt<oaM (58:42) SriD^. 
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(Potentilla tormentilla Schrk) cr)Ui:B 
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[0027] gjji^ji 3 i^-^M.Ji^x<7)mm 
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y:t.^y^mmLtz. 
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■^mii<zii\^x . ^z^B^^y^'iy<r)m^V(.^\>z^ 

•^J^ (Cinchona succirubra Pavon et Klotzch) t^ffi 

mwin\.tz^,<r>-km\^tz\>m\t. mmwrnw-zx. 

[0 0 32] SJi^jis -feyrux=^fX(opM 
^^mtcfcv^T, ^AB'^^y-fi/(r>^mfn^^\.z^ 

yT'D (Swertia japonica Makino) <ry^^W^\Jz 

hmm\^fzW\M. ssu&fiaiiti^atcfc-feyryx 

[0 0 33]iSJt«»I19 Vif-.^-^:!-^7.VWm 

if-^-^ (Centella asiatica Linne) (TMBlf^^W^ 

Uzh<r)^f?i\^fz\:mt. lg3iCTlt|SI«^^U■C7;i^^' 
[0 0 34] i?3S^]2 0 *V73^drX=3fX<7)iiS 

Sj^Hcfcv^T. ^^B^^y^i^<n^mr>^^\,zi] 

V^H*^ (Artenisia capillaris Thunberg) <Offl?E 

S:*fflWL^:tc^5rfflv\ A^ox^'y-zi/cTyf^Otci , 3 
-':r^v\^is-)V%:m^Mz\>xmi.. «5ig!li hRatL 
T;*'773t^'xdf-xS:ISgi Lit. 
[0035] ^iS0il 2 1 i^^r '^x^;^ olBi! 

(Rehmannia giutincea Liboschitz var. pu 
rpurea Makino) «OSi&i»»L;tt<:Oi&fflV^JtUWIi, 

mm\tnmz\^xi^i!^:t-^x^mm.fz, ■ 

[OO36]i!ji0il2 2 XM)Xv:s^^X<r>^ 
W^\\zii\yx. ^A^'^^y^i^<r>^mmy)\zx 
AilXy (Lonicera japonica Thunberg) «0?ES:ffl^L- 
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'M-)v^m^^fzim\i. mmitmiiizLxxAii 

X^xdf-xSriSSiUc. 

[0037]SJtW2 3 -t-O-^yNv^^fX^^fXCOWIS 

-O-^^A-y;* (Metha^iperita Linne) (TMiW^Ltz 

7;>^x^X?:iBS[t;t:, 
[0038] ISi^Wl 
10 ( 1 ) ECECOIBS 

3 (1) ::3-vLtzyyx-3±.x'^yy)i':i-y 

:ft*i7K(pH7. A)X'im\^. 75cm2 Sjf^lm 
L<7) 5 0 mM sodium phosphate buffer ( p H 7 . 8 ) 

srjDt, ^}vx-yvA i'<-f:m^^xmmmnif)fz. 

■?«0$fflflacO®SM$:raodel GE 50 sonicator (serial 1 

9214C ) ^m^^xmuwmL. ioooogx2o 

AX:,ff)^X^'b Lti.^f, fc±?tS- 8 0 0 0 0 g 
X6 0^. 4X:<D^X'mi''L.-imiO. l%Writ 
20 on X-lOOSr-^tf 2 5mM sodium phosphate buffer 
(PH6. 8)ti^»L. ECEmmWitLtl. 

0. 1 Msodium phosphate buffer (pH6. 8) ^ 
0. 5M NaC 1 . 2Mg(7)ECEaaj?g, miXi^jg 
«3!)«1% (v/v) J;5r2.J:d{c±l5ffi!t*ittta!H!jSrS^ 

L. 3 7-ct:'1 s-iH-mru^ y^st^-yifz. »:<-^ 
T\ 0. I MMthh'vyx.yv^-tvyiiMixio 

0;uLi:L. 3 7VX2mW\^$^tfzW:. 5mMEDTA 

t: 1 0 0MLialXKmiW±^itt:. 
30 (3) ^^x^h'-feyyiT)^ 

±ia•C^#<^i^/>:K^5^a+<0xyf^•fe>Jy^. ps^ai 

h: I BLtt) tCiO^LJt. 1-^^*>, t-rthx 

hhxyK-feUy iSiijgti, 1%BSA. 0. 0 
5 %Tween 2 0 2:#tf >; yiS^«±a^7i< ( P H 7 . 

4 ) •c«iB?LTi®!!t;t. ymmmiLism. ( p 

40 H 7 . 4 ) X-ru- h immk, Sixy H-b 'J y 1 -^-t 
^fFab•'^^3^•df i^^-- fcfSliijtf!(;$: 0 . 3 g»L. 
3 7 'CT 3 0 K 'J V^ff ^SfelS* 

(PH7. 4)-Cru-ht:m»m. 0. 03%miit 
Tiif^WSmmiZ 0 . 4 m g/m L (C^ S i ^ {Cjffl? t 
yiO-^x-L-yyrSy («S) Sr. lOOAtLaSJU 
Lfc. ^iiBtm-Cl 5^^SR^E$■l^:fc1^, 1 Nm?r 1 
OOuUmobXK^^W±^-^tz. <J:v>T*ELISA TU- 
-h'J-y- (model 3550:Bio-Rad ft) J-fflV^T. 4 
9 0 nm{=fc{t6lK3KJE5:Si^L:t. 

50 (4) ECEfflS?SttW»ai 
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* NOTICES * 

JPO and NCIPI are not responsible for any 
damages caused by the use of this translation. 

1 This document has been translated by computer. So the translation may not reflect the original 
precisely. 

2.**** shows the word which can not be translated. 
3 .In the drawings, any words are not translated. 



CLAIMS 



[Claim(s)] 

[Claim 1] Endothelin conversion enzyme inhibitor which makes an active principle the extract of one or 
more sorts of vegetation chosen from the group which consists of a haw, Sanguisorba officinalis, 
caryophylli flos, Rose Fruit, cube gambir, Tilia miqueliana, glycyrrhiza, Mulberry bark, a rosemary, 
ASSAMUCHA, the Betula alba, torr MENCHIRA, a time, a gentian, a Geranium thunbergii Sieb. 
etZucc, a ginseng, KINANOKI, a sialid, Centella asiatica, Artemisia capillaris, Rehmannia Root, 
Japanese honeysuckle, and a peppermint. 



[Translation done.] 
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* NOTICES * 

JPO and NCIPI are not responsible for any 
damages caused by the use of this translation.. 

1 This document has been translated by computer. So the translation may not reflect the original 
precisely. 

2.**** shows the word which can not be translated. 
3. In the drawings, any words are not translated. 

DETAILED DESCRIPTION 

[Detailed Description of the Invention] 
[0001] 

[Field of the Invention] This invention relates to an endothelin alteration enzyme (henceforth "ECE") 

inhibitor. 

[0002] 

[Description of the Prior Art] Endothelin has a powerful vasoconstrictor action and it is suggested that 
they are onset factors, such as pulmonary hypertension, ischemic heart disease, and chronic renal failure, 
(Jpn.PharmacoL1992;58;279p etc.). This endothelin is cleft and generated by ECE from a big-end serine 
(pro endothelin). Therefore, if ECE is checked, it will be thought that it is effective in prevention of the 
above-mentioned disease, a therapy, etc. For this reason, the pursuit of an ECE inhibitor is performed, 
for example, the specific quinazoline derivative (****** No. 510834 [ ten to ] official report) etc. is 
known. 
[0003] 

[Problem(s) to be Solved by the Invention] However, it was effective and safe and the large ECE 

inhibitor of the application range was called for. 

[0004] 

[Means for Solving the Problem] this invention person found out that the extract of specific vegetation 
had the high ECE inhibition effectiveness among wide range vegetation. 

[0005] That is, this invention offers the ECE inhibitor which makes an active principle the extract of one 
or more sorts of vegetation chosen from the group which consists of a haw, Sanguisorba officinalis, 
caryophylli flos, Rose Fruit, cube gambir, Tilia miqueliana, glycyrrhiza, Mulberry bark, a rosemary, 
ASSAMUCHA, the Betula alba, torr MENCHIRA, a time, a gentian, a Geranium thunbergii Sieb. 
etZucc, a ginseng, KINANOKI, a sialid, Centella asiatica, Artemisia capillaris, Rehmannia Root, 
Japanese honeysuckle, and a peppermint. 
[0006] 

[Embodiment of the Invention] The vegetation used for this invention A haw (Crataegus oxyacantha L.), 
Sanguisorba officinalis (Sanguisorba officinalis L.), Caryophylli flos (Syzygium aromaticum Merrill.et 
Perry), Rose Fruit (Rosa multiflora Thunberg), Cube gambir (Uncaria gambir Roxburch), Tilia 
miqueUana (Tilia platyphyllos Scop.), Glycyrrhiza (Glycyrrhiza uralensis Fisher), Mulberry bark (Morus 
alba Linne), a rosemary (Rosmarinus officinalis L,), ASSAMUCHA (Thea sinensis Linne var,). The 
Betula alba (Betula platyphylla Sukatschev var.), Torr MENCHIRA (Potentilla tormentilla Vulgaris L.), 
A time (Thymus vulgaris L.), a gentian (Gentiana lutea L.), A Geranium thunbergii Sieb. etZucc. 
(Geranium thunbergii), a ginseng (Panax ginseng C.A.Mayer), KINANOKI (Cinchona succirubra 
Pavon), A sialid (Swertia japonica (Schult.) Makino), Centella asiatica (Centellaasiatica L.), Artemisia 
capillaris (Artemisia capillaris Thunb.), It is chosen out of the group which consists of Rehmannia Root 
(Rehmannia glutinosa Libosch.), Japanese honeysuckle (Lonicera japonica Thunb.), and a peppermint 
(Mentha piperita L.). 

[0007] Among these, as for testosterone 5alpha-reductase inhibitory action; Tilia miqueliana, it is known 
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[ Sanguisorba officinalis ] for hemostasis and thrombocytosis operation; caryophylli flos. Rose Fruit, 
cube gambir, glycyrrhiza, and Rehmannia Root, as for an antiallergic operation; rosemary, a Geranium 
thunbergii Sieb. etZucc, and KINANOKI that in the hyaluronidase deactivation operation; Betula alba 
and a gentian hair growing and a hair-fostering operation; ginseng, and a sialid have androgen receptor 
joint inhibitory action; Centella asiatica, and, as for Japanese honeysuckle, an anti-inflammatory 
activity; time and Artemisia capillaris have [ super oxide elimination operation; ASSAMUCHA ] 
interleukin 4 production depressant action etc. However, it was not known at all that these vegetation 
has ECE inhibitory action. 

[0008] Without drying one or more [ of the vegetable entire plants or those leaves, a petiole, a stem, a 
root, and a seed ] in the extract of the above-mentioned vegetation used for this invention, or drying to it 
as it is or after grinding, ordinary temperature, or warming — the extract which carries out solvent 
extraction in the bottom, extracts with extractor implements, such as a Soxhlet extractor, extracts by 
supercritical gas, such as a carbon dioxide, or is obtained by approaches, such as steam distillation and 
squeezing, its dilution liquid, concentration liquid, or desiccation powder is contained. 
[0009] As an extracting solvent, alcohols; propylene glycols, such as a water; methanol, ethanol, 
propanol, and a butanol, Polyhydric alcohol, such as a butylene glycol; Ketones; methyl acetate, such as 
an acetone and a methyl ethyl ketone. Ester, such as ethyl acetate; Halogenated hydrocarbon; hexanes, 
such as the shape of a chain, such as a tetrahydrofuran and diethylether, and cyclic ether; 
dichloromethane, polyethers; pyridines [, such as hydrocarbons; toluene, /, such as an aromatic 
hydrocarbon; polyethylene glycol, ], such as a cyclohexane and the petroleum ether, etc. are mentioned, 
and independent in these — or two or more sorts can be mixed and it can use, 

[0010] An extract adds a solvent to the entire plant of the above-mentioned vegetation etc., preferably, 
1-100 degrees C, is 3-70 degrees C preferably, and is especially performed for one - 15 days for 0.5 - 30 
days. Standing, filtration, etc. can carry out the obtained extract suitably, and a plant extract can be 
obtained. By removal of liquid-liquid distribution and meltable intermediation precipitate etc., this 
extract removes inactive impurity from the above-mentioned extract, and further, you may deodorize by 
the well-known approach as occasion demands, and it may decolorize. Furthermore, fractionation of the 
fraction with high activity may be carried out by gel filtration, the chromatography, precision filtration, 
etc. 

[001 1] The extract of the above-mentioned vegetation may be suitably pharmaceutical -preparation-ized, 
although it remains as it is and can use as an ECE inhibitor. Especially the content of the extract of the 
above-mentioned vegetation in the ECE inhibitor of this invention has 0.0001 - 10 desirable % of the 
weight 0.00001 to 20% of the weight at viewpoints, such as effectiveness, combination nature, and a 
feeling of use, to solid content conversion. 

[0012] Although the ECE inhibitor of this invention can be prescribed for the patient by any approach of 
external use and oral administration, it is desirable to consider as the gestalt of external use 
administration, especially skin external preparations. The pharmaceutical form can be chosen as 
arbitration according to the purpose, and is made the shape of the shape of the shape of the shape of the 
shape of the shape of a cream, and ointment, a milk liquid, and a lotion, and a solution, gel, and a pack, 
and powder, in tiie shape of a stick, etc. Moreover, the ECE inhibitor of this invention can be used as the 
charge of makeup, quasi drugs, drugs, etc. 

[0013] In the range which does not spoil the effectiveness of this invention, the ECE inhibitor of this 
invention blends the purified water generally used for the charge of makeup, quasi drugs, drugs, etc., 
ethanol, oily matter, a moisturizer, a thickener, antiseptics, an emulsifier, a drug effect component, fine 
particles, an ultraviolet ray absorbent, coloring matter, perfume, emulsion stabilizer, pH regulator, etc., 
and can manufacture them according to a conventional method. This ECE inhibitor is applicable to 
prevention of illnesses, such as pulmonary hypertension and ischemic heart disease, a therapy, etc. 
[0014] Although there are endothelin 1, endothelin 2, and endothelin 3 grade in ECE, the ECE inhibitor 
of this invention is effective in the all. 
[0015] 

[Example] Example 1 of manufacture 100ml (50:50) of mixtures of water and ethanol was added to lOg 
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of fmits of the preparation haw (Crataegus oxyacantha Linne) of haw extractives, and it extracted under 
the room temperature for 24 hours, sometimes stirring. This was filtered, the mixture (50:50) of water 
and ethanol was added, and the whole was prepared to 100ml. 

[0016] Example 2 of manufacture The fragment of the root and rhizome of preparation Sanguisorba 
officinalis (Sanguisorba officinalis Linne) of the Sanguisorba officinalis extractives was carried out, and 
100ml (50:50) of mixtures of water and ethanol was added to the lOg, and it extracted under the room 
temperature for 24 hours, sometimes stirring. This was filtered, 4g of activated carbon was added to 
filtrate, and it stirred under the room temperature for 24 hours. This was filtered, the mixture (50:50) of 
water and ethanol was added, and the whole was prepared to 100ml. 

[0017] Example 3 of manufacture 100ml (50:50) of mixtures of water and ethanol was added to lOg of 
buds of the preparation caryophylli flos (Syzygium aromaticum Merrill et Perry) of caryophylli flos 
extractives, and it filtered after the 24-hour extract under the room temperature, sometimes stirring. 
100ml of water was added to this, and it condensed to about 20ml under 40 degrees C and reduced 
pressure. After performing this actuation 5 times, water and ethanol were added, ethanol concentration 
was made 50 v/v%, and the whole was prepared to 100ml. 

[0018] Example 4 of manufacture In the example 1 of preparation manufacture of the Rose Fruit 
extractives, the Rose Fruit extractives were prepared like the example 1 of manufacture except having 
used Rosa polyantha (Rosa multiflora Thunberg) ground instead of the haw. 
[0019] Example 5 of manufacture In the example 1 of preparation manufacture of cube gambir 
extractives, cube gambir extractives were prepared like the example 1 of manufacture except having 
used the solid extract (cube gambir) which boiled the leaf and young branch of Uncaria gambir 
Roxburgh (Uncaria ganbir Roxburgh) with water, and **(ed) them instead of the fruits of a haw. 
[0020] Example 6 of manufacture The fragment of the flower of preparation Tilia cordata (Tilia cordata 
Miller) of the Tilia miqueliana extractives was carried out, and 100ml (58:42) of mixtures of water and 
propylene glycol was added to the lOg, and it extracted under the room temperature for 24 hours, 
sometimes stirring. This was filtered, the mixture (58:42) of water and propylene glycol was added, and 
the whole was prepared to 100ml, 

[0021] Example 7 of manufacture The fragment of the root of the preparation glycyrrhiza (Glycyrrhiza 
glabra Linne) of a glycyrrhiza extract was carried out, and 15ml (5:95) of mixtures of water and ethanol 
was added to the 5g, and it was immersed in it. This was filtered, the obtained extract was condensed 
and 325mg of solid content was obtained, 10ml of ethyl acetate was added to this, it filtered again, 
insoluble matter was removed, and the glycyrrhiza extract was obtained. When this glycyrrhiza extract 
was condensed, that solid content was 56mg. 

[0022] Example 8 of manufacture In the example 1 of preparation manufacture of the Mulberry bark 
extractives, the Mulberry bark extractives were prepared like the example 1 of manufacture except 
having used what carried out the fragment of the cortex of MAGUWA (Morus alba Linne) instead of the 
fruits of a haw. 

[0023] Example 9 of manufacture In the example 1 of preparation manufacture of rosemary extractives, 
rosemary extractives were prepared like the example 1 of manufacture except having used what carried 
out the fragment of the leaf and flower of a rosemary (Rosmarinus officinalis Linne) instead of the fruits 
of a haw, 

[0024] Example 10 of manufacture In the example 1 of preparation manufacture of ASS AMU tea 
extractives, ASS AMU tea extractives were prepared like the example 1 of manufacture except having 
used that (tea) in which ASSAMUCHA (Thea sinensis Linne var.assamica Pierre) carried out the 
product made from a leaf twist instead of the fruits of a haw. 

[0025] Example 1 1 of manufacture In the example 1 of preparation manufacture of Betula-alba 
extractives, Betula-alba extractives were prepared like the example 1 of manufacture except having used 
what carried out the fragment of the bark and xylem of the Europe Betula alba (Betula pendula Roth.) 
instead of the fruits of a haw. 

[0026] Example 12 of manufacture In the example 1 of preparation manufacture of torr MENCHIRA 
extractives, torr MENCHIRA extractives were prepared like the example 1 of manufacture except 
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having used water instead of the mixture of water and ethanol, using what carried out the fragment of 
the root of torr MENCHIRA (Potentilla tormentilla Schrk) instead of the fruits of a haw. 
[0027] Example 13 of manufacture In the example 1 of preparation manufacture of time extractives, 
time extractives were prepared like the example 1 of manufacture except having used what carried out 
the fragment of the terrestrial part of Thymus serphyllum (thymus serpyllum Linne) instead of the fruits 
of a haw. 

[0028] Example 14 of manufacture In the example 1 of preparation manufacture of gentian extractives, 
gentian extractives were prepared like the example 1 of manufacture except having used what ground 
the root and rhizome of a gentian (Gentiana lutea Linne) instead of the fruits of a haw, 
[0029] Example 15 of manufacture In the example 1 of preparation manufacture of Geranium thunbergii 
Sieb. etZucc. extractives, Geranium thunbergii Sieb. etZucc. extractives were prepared like the example 
1 of manufacture except having used what carried out the fragment of the terrestrial part of a Geranium 
thunbergii Sieb. etZucc. (Geranium thunbergii Siebold et Zuccarini) instead of the fruits of a haw. 
[0030] Example 16 of manufacture In the example 1 of preparation manufacture of ginseng extractives, 
ginseng extractives were prepared like the example 1 of manufacture except having used what ground 
the root of Panax schinseng (Panaxginseng C.A.Meyer) instead of the fruits of a haw. 
[0031] Example 17 of manufacture In the example 1 of preparation manufacture of chinae-cortex 
extractives, chinae-cortex extractives were prepared like the example 1 of manufacture except having 
used what carried out the fragment of the bark of KINANOKI (Cinchona succirubra Pavon et Klotzch) 
instead of the fruits of a haw. 

[0032] Example 18 of manufacture In the example 1 of preparation manufacture of sialid extractives, 
sialid extractives were prepared like the example 1 of manufacture except having used what carried out 
the fragment of the entire plant of a sialid (Swertia japonica Makino) instead of the fruits of a haw. 
[0033] Example 19 of manufacture In the example 1 of preparation manufacture of the Centella asiatica 
extractives, the Centella asiatica extractives were prepared like the example 1 of manufacture except 
having used what carried out the fragment of the leaf and stem of Centella asiatica (Centella asiatica 
Linne) instead of the fruits of a haw. 

[0034] Example 20 of manufacture In the example 1 of preparation manufacture of the Artemisia 
capillaris extractives, the Artemisia capillaris extractives were prepared like the example 1 of 
manufacture except having used 1,3-butanediol instead of ethanol, using what carried out the fragment 
of the caput of Artemisia capillaris (Artemisia capillaris Thunberg) instead of the fruits of a haw. 
[0035] Example 21 of manufacture In the example 1 of preparation manufacture of the Rehmannia Root 
extractives, the Rehmannia Root extractives were prepared like the example 1 of manufacture except 
having used what ground the root of Rehmannia glutinosa Liboschitz (Rehmannia glutinosa Liboschitz 
var. purpurea Makino) instead of the fruits of a haw. 

[0036] Example 22 of manufacture In the example 1 of preparation manufacture of Japanese 
honeysuckle extractives, Japanese honeysuckle extractives were prepared like the example 1 of 
manufacture except having used 1,3-butanediol instead of ethanol, using what carried out the fragment 
of the flower of Japanese honeysuckle (Lonicera japonica Thunberg) instead of the fruits of a haw. 
[0037] Example 23 of manufacture In the example 1 of preparation manufacture of peppermint 
extractives, peppermint extractives were prepared hke the example 1 of manufacture except having used 
what carried out the fragment of the leaf of a pepperinint (Methapiperita Linne) instead of the fruits of a 
haw. 

[0038] The Homo sapiens culture vascular endothelial cell increased confluent on the flask which 
carried out the example 1 of trial (1) collagen [ preparation ] (1) coat of ECE is washed by phosphate 
buffered saline (pH7.4), and it is 2 75cm. 50 mM sodium phosphate buffer (pH7.8) of hit ImL was 
added, and the cell was gathered up using the eel scraper. Ultrasonic crushing was carried out using 
model GE 50 sonicator (serial 19214C), and it carried out centrifugal [ of the suspension of the cell ] on 
4-degree C conditions for lOOOOgx 20 minutes. 25mM(s) which furthermore carry out centrifugal [ of 
the supernatant liquid ] on 4-degree C conditions for SOOOOgx 60 minutes, and include precipitation for 
0.1% of Triton X-100 It dissolved in sodium phosphate buffer (pH6.8), and considered as the ECE 
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extract. 

(2) Enzyme reaction 0.1 Msodium phosphate buffer (pH6.8), 0.5M The above-mentioned plant extract 
was mixed so that NaCl, the ECE extract of 2microg, and final concentration might become 1% (v/v), 
and it pre incubated for 15 minutes at 37 degrees C. Subsequently, after having added O.lmicroM Homo 
sapiens big-end serine 1, being referred to as lOOmicroL and making it react at 37 degrees C for 2 hours, 
SmMEDTA was lOOmicroL Added and the reaction was stopped. 

(3) The quantum of the endothelin in the reaction mixture obtained by the quantum above of generation 
endothelin was carried out by the sandwich technique (endothelin 1 measurement kit: DBL) using 
enzyme immunoassay. That is, lOOmicroL addition of the reaction mixture after the above-mentioned 
reaction termination and the Homo sapiens endothelin 1 standard solution was done, and they were 
made to react to 96 hole plate which carried out the solid phase of the rabbit IgG to the Homo sapiens 
endothelin 1 first at 37 degrees C for 1 hour. The Homo sapiens endothelin 1 standard solution was 
diluted with 1%BSA and tiie phosphate buffered saline (pH7.4) which contains Tween 20 0.05%, and 
was prepared. 0.3microg addition of an anti-endothelin 1 rabbit Fab' peroxidase labelled antibody was 
done after washing a plate by this phosphate buffered saline (pH7.4), and it was made to react for 30^ 
minutes at 37 degrees C. lOOmicroL addition of 0-phenylenediamine (substrate) which dissolved so that 
it might become 0.4 mg/mL to the hydrogen-peroxide content buffer solution 0.03% after washing a 
plate by this phosphate buffered saline (pH7.4) was done. After making it react for 15 minutes in a room 
temperature dark place, lOOmicroL addition of 1-N sulfuric acid was done, and the reaction was 
stopped. Subsequentiy, ELISA The absorbance in 490nm was measured using the plate reader (model 
3550:Bio-Rad shrine). 

(4) The ECE inhibition activity of each plant extract was computed by the following formula by 
considering the case where the calculation above-mentioned plant extract of ECE inhibition activity is 
not contained as control. ECE inhibition activity ={1 -(absorbance of absorbance/control at the time of 
containing each plant extract)} xlOO (%). A result is shown in Table 1 . 

[0039] 
[Table 1] 
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(% of control) 




96.5 




95.2 




91,5 




88.9 




81.1 




47.4 




44.9 




40.7 




40.3 




39.5 




39.3 




.37.7 




37.6 




37.3 




34.6 




33.4 




32.8 




30,7 




28.2 




28.1 




27.1 




27.0 




25.7 



[0040] Each plant extract showed the outstanding ECE inhibition activity so that more clearly than 
Table 1 . Among these, ECE inhibition activity is 90% or more, and a haw, Sanguisorba officinalis, and 
caryophylli flos were especially excellent. 
[0041] 

[Effect of the Invention] If the ECE inhibitor of this invention is used, the conversion to endothelin from 
a big-end serine can be controlled effectively. 



[Translation done.] 
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